WO 2004/021010 



PCT/JP2003/010436 



Fig. 1 



1/4 1 



% 
O 
c»5 
>» 
O 

o 

2 

c 
o 

'35 
(/) 

2 
* 

I 



a 

10.00 
8.00 
6.00 
4.00 
2.00 
0.00 



B6647 



8.03 



5.37 



2.60 2.73 



*£* 3.47 



4.18 



o 

§,3.0 
O 

g 2.5 
2 2.0 



D7610 



2.44 2.42 



to 



o 




oo 


ro 


o 






Z 


H 


H 





-a 


ro 


to 


4^ 


00 


Z 


Z 


H 


H 



.63 



to 

CO 



CO 



ro 

— x 
CO 



-L. 



1.25 



-2 15 

o> 

£ 1.0 
a 

x ~ - 
* 0.5 

0) 

I o 

© 085NT 1 28NT 1 54NT 201 NT 
0C 



O 

o 

1 

C 

o 

1 

2 

& 
o 

I 



5.0 
4.0 
3.0 
2.0 
1.0" 
0.0 



C4821 



3.83 3.83 



3.11 



3.36 



2.58 



0.61 



.53 



1.40 1 31 1.40 



>i 
O 

1 

O 



CO 

£ 

a> 
o 
> 

I 



086NT123NT 124NT 128NT 129NT 154NT197NT 199NT 201 NT 219NT 
A8108 



7.0 
6.0 

5.0 

4.0 

3.0 

2.0 

1.0 

0 



5.90 



3.29 



1.19 



199NT 201NT219NT 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 1 



2/4 1 



m 
>* 

g 4 

o 3.5 

3 3 
Ma 

c 2.5 

.2 - 



B9223 



CL 

© 
> 

I 



1.5 
1 

0.5 



3.53 



.§0 1.49 



3.1.1 3/11 
2.53 



3.07 



123NT124NT129NT197NT199NT 201 NT 219NT 



& 

>% 

o 
o 

£ 
c 

o 

'55 

CO 

£ 

Q. 

S 

C) 

> 

J5 



3.0 
2.5 
2.0 
1.5 
1.0 
0.5 
0 



C3703 



2.58 



219NT 



9 



■2, 
o 



o 

"53 



(0 

£ 

Q. 

S 

.1 
« 

a: 



3.0 
2.5 
2.0 
1.5 

1.0 
0.5 
0 



D9092 



2.63 



1.24 



0.90 



0.17 

, n , 

85NT 123NT197NT 201 NT 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 2 

a 

B6647 
GAPDH 



B6647 
GAPDH 



B6647 
GAPDH 



3X4 1 

• • • • • • • 

N T N T NT NT NT NT NT NT 




• • • • 

NT NT NT NT 




k N T N T NT NT NT NT NT NT 

D7610 
GAPDH 



D7610 
GAPDH 



D7610 
GAPDH 



C NT NT NT NT NT NT NT NT 

C4821 ^^^W^^^ S^jW^^^^ ^^^^^^ 

GAPDH 



C4821 
GAPDH 



C4821 
GAPDH 





WO 2004/021010 



PCT/JP2003/010436 



Fig. 2 



4/4 1 



d 


N 


• 

T 


N 


• 

T 


• 

N T 


• 

N T N 


• 

T 


• 

N T N 


• 

T 


• 

N T 


A8108 










mm 














GAPDH 




— 








ft&*9^f $&tftQ0- 


— ■ 


— ; 







© N T N T N T N T N T N T N T N T N T N T N T N T 



B9223 




GAPDH 






N T 


N T 


• 

N T 


• 

N T 


N T N T 


NT NT NT NT NTNT 


B9223 








am 


- " «** mm — 


fcfc ft* H| §j£ jftr* j 


GAPDH 






• 

N T 


• 

N T 


• 

N T 


N T 







B9223 
GAPDH 





9 


• 

N T 


• 

N T 


• 

N T 


• 

N T 


• 

N T 


• 

N T 


• 

N T 


• 

N T 


Nkd1 
















.... - 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 3 



5/4 1 



+1 



0) 

o 

CO 
3 



i i 1 1 s 1 1 

£ ^ a ,3 = to 



CO 
CO 

a 



a> 

& £ 5L S 



if* 



a> 
c 

1 o 
■- o 



as J2 <? 



5 o 
o u 



3 

(0 -2 



6.5 kb 



300kbp 



1-660 



826-1170 1284-1368 1488-1551 1660-1811 
661-825 1171-1283 1369-14871552-1659 1812-6462 




6462 base 



514 aa 



Protein phosphatase 2C 
catalytic domain 
(68-506 aa) 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 4 



6/4 1 




54kDa 



Myc/His-ARHCL1 FIag-ARHCl_1 



ARHCL1 





m 




Merge 



WO 2004/021010 PCT/JP2003/010436 



Fig. 5 



7/4 1 



R1 AS1 



ARHCL1 
GAPDH 




SNU-C4 LoVo 




WO 2004/021010 



PCT/JP2003/010436 



Fig. 6 



8/4 1 




pfe^ V'" PP2Cc ; 




ARHCL1HN 



ARHCL1-C 



B 



GST- GST- 
ARHCL1-N ARHCL1-C 



0 2 4 0 2 4 




39.5- 



(kDa) 



85 - 



39.5 - 



; . ■ .i; V". 



IB: anti-GST (AP biotech) 



WO 2004/021010 PCT/JP2003/010436 




B 



PAS2-ARHCL1-C pAS2-1 



FLJ2548 




WO 2004/021010 



PCT/JP2003/010436 



Fig.8 



1 0/4 1 



pCMV-HA p CMV-HA-Zyxin 

pFlag-ARHCL1 (-) (+) (+) (-) (+) (+) 
(kDa) 100 

50 



B 



IP: anti^FLAG 
IB: anti-HA 



ahti-FLAG Ab anti-HA Ab 




DAPI Merge 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 9 



i 1/4 i 



_0) 

E a, 

— CO 

>SP c 

o> o h <i> 
- S > 2 -2 co a & 



5 



(A 

E 



CO 

c >. 

* S £ O CO J* 



p 



clS o o w — to -£ 



is 
i I 



o o 
a c 

II 



« s 

|E 



CO 
CD 



j5 CO „Q 



4.0 kb 



64 kbp (23 exons) 




Chr. 4p 



3707 base 



SCOPE 



BLAST 



ZnF NFX 



911 aa 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 10 1 2/-4 1 



AS 



SW480 



SNU-C4 





WO 2004/021010 



PCT/JP2003/010436 



Fig. 11 

A 



1 3/4 1 



24 hr 



3 days 



NFXL1 
GAPDH 

NFXL1 
GAPDH 



siEGFP siP siE siF siG siH 
jj #1 #2 #1 #2 #3 #5 #3 #5 #2 #4 



v.*-*- j£ gF^^&gkr iSfc7i^a** ,*K : v^*i • . ^^*^* . '•^V^^ ^SafrS^fc- %3y*ias a^**?^ fec.-:.-^^ 

— ■ ■ i - t 



*-~c ' • • 5«$&WP ^rf^sr Attfe**^. -^Or** . ,v • . 



3$M>*** fMVteJ** ****** «tt9««W ******* ^tw. &—.~4r. 



.«.^^.r «*fc?J** *5*?*sS» **,**v^ 4s**** 



B 



HCT116 



SW480 



SNU-C4 



psiU6BX- psiU6BX- psiU6BX- psiU6BX- psiU6BX- psiU6BX- 
EGFP NFXL1H EGFP NFXL1H EGFP NFXL1H 



.09 
.08 
.07 
.06 
.05 
.04 
.03 
.02 
.01 
0 



7 


* 










1 










.08 
.07 
.06 
.05 
.04 



.01 
0 



T 


*3 















*1 p<0.0001 



*2 p=0.0004 



*3 p=0.001 
Error bar:±S.D. 



WO 2004/021010 PCT/JP2003/010436 



_. 10 1 4/4 1 

Fig. 12 



anti-HA 



DAPI 



Merge 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 13 



1 5/4 1 



lilllBiiil 



NFXL1-N 



NFXL1-C2 



■■SCOPE 

CED BLAST 
iZnF NFX 



B 



pET-NFXLI-N 



;*' /.V" 



-.50''^^ . ' ; - 

25 & 

20 ; v,;+ : 



33.6kDa 




25 
20 

15 



pET-NFXL1-C2 



50H"1 ; „ 4 . i 
37!*?*"*? f; 



16/lkDa^ 



IIS 50 
Mf 37 

SUMS 

• J ^4i 20 



mi 



CBB IB: anti-His-tag Ab CBB IB: anti-His-tag Ab 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 14 

A 



1 6/4 1 




SOX30 



DKF 
Zp434 
A1319 



MGC 
10334 



CENPC1 



FLJ25348 



B 



pAS2- 
NFXL1-C2 



PAS2-1 



FLJ36990 



GBP2 




WO 2004/021010 



PCT/JP2003/010436 



Fig. 15 



1 7/4 1 



50 
37 



pFlag 



(kDa) 1 2 3 4 5 



250 ..; 

150 
100 

75 




pFlag-NFXL1 



1 2 3 4 5 



1 -.'•••'<> 



• '■ '..tV. 

X ' 



% v! y. 



IP: anti-FLAG 
IB: anti-HA 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 16 



18/4 1 



o 

CO 
3 

E w 

-C .U Q. .2 := 0) J* a. to 



3 



0) 

o 



0) 

s « 



CO 

■— o 
w c = o 

^ CO ^ 

E 



(A 



CO O 



> o 



o 

CO 

E 

3 O 



+1 



CO .2 CO 



2 — 

o CO 



o 

O 

C CO 
Q. -C 

I. 2 



is 2 

1 E 

TJ O 

CO _Q 



L?5 





WO 2004/021010 



PCT/JP2003/010436 




- 25.4 kDa 



23.4 kDa 



b 



MC20orf20-Myc 



C20orf20-Flag 



WO 2004/021010 



PCT/JP2003/010436 




WO 2004/021010 



PCT/JP2003/010436 




HCT116 



SW480 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 20 

A 



2 2/4 1 



1 100 200 
I 1 1 



BRONO 



BRONO 



B 

pAS2-C20orf20 + - 

pACT2- BRD8 + + 




PCT/JP2003/010436 



2 3/4 1 



60kDa 



itiock pcDNAmyc/His- 
CCPUCC1 



pcDNA3.1myc/His-CCPUCC1 



DAPI 



Merge 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 22 



2 4/4 1 



a S3 AS3 mock 

CCPUCC1 

GAPDH 



LoVo 




S3 



AS3 



mock 




LoVp 




S3 



AS3 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 23 

A 



25/4 1 



SNU-C4 
CCPUCCt-siRNA 



control 2 3* 



CCPUCC1 
GAPDH 




B 



siRNA2 



siRNA3 



control 




^^**Vy>;*v#- N*. ' 'Y>;* •••• 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 24 



2 6/4 1 



B 



HCT116 



CCPUCCI-siRNA 



. r 



control 2 3' 



CCPUCC1 
GAPDH 




siRNA2 



siRNA3 



control 




- v 4 






WO 2004/021010 



PCT/JP2003/010436 



Fig. 25 



2 7/4 1 



anti-myc Ab 



anti-CCPUCCt Ab 



o 
>» 

E 

! 




WO 2004/021010 



PCT/JP2003/010436 



Fig. 26 



2 8/4 1 



DAPI FITC Merge 





WO 2004/021010 



PCT/JP2003/010436 



Fig. 27 



2 9/4 1 




WO 2004/021010 



PCT/JP2003/010436 



Fig. 28 



3 0/4 1 





B . 

pcDNA -myc-CCPUCCT 
pFlag-Clusterin 



IB: anti-myc 



pcDNA -myc-CCPUCC1 
pFlag-Clusterin 



IB: anti-FLAG 



IP:mvc IP: FLAG 
- + - + - + - + 




IP: mvc 




WO 2004/021010 



PCT/JP2003/010436 



Fig. 30 



3 2/4 1 



30kDa 



mock pcDNAmyc/His- 
Ly6E 



pcDNA3.1 myc/His-Ly6E 



Anti-myc 



DAPI 



Merge 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 31 

a 



Ly6E 
GAPDH 



3 3/4 1 



S1 AS1 S5 AS5 mock 



S1 



AS1 



mock 



LoVo 



LoVo 




LoVo 




S1 



AS1 



LoVo 




S5 



AS5 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 32 



3 4/4 1 




(0 O) 

CD 3 

O _J 
CO 



5 



0)0 
c 



J) 



(0 

£ 
03 



4.0 kb 



JD >» <2 c w a) to >» . <d . c fii 

75 CD CO Q) 3 t! S3 t C O.-P 

CO c p CD c , jS to « is -g- T£ 

E ^ c co ;C 2 K 

— JP I— Q_ 

CD Q_ 



o 

■■ 3 
CD 



WO 2004/021010 



PCT/JP2003/010436 



Fjg, 33 

a 



Nkd1 



GAPDH 



3 5/4 1 



mock S4 AS4 S5 AS5 



'~-itm&m&' J* 



S4 



LoVo 



SW480 



AS4 



mock 




LoVo 



SW480 




AS5 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 34 



3 6/4 1 



in 

>% 
o 

CO 

>» 
o 

+3 



o 



Q. 

© 

.1 

to 

IS 
o 
a: 



20 
18 
16 
14 
12 
10 
8 
6 
4 
2 



0 

Case No 



o 

CD 



O 
CD 



O 
CD 



o 



co ^ 



CO 00 



O o 
CM t— * 



in 

co 



JZL 



CM 



csi csi 



co 
co 



47 48 51 57 58 59 61 63 69 72 75 97 101 102104134 



NT NT NT NT NT NT NT NT NT NT NT NT 



LAPTM 
4beta 




GAPDH 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 35 



3 7/4 1 





WO 2004/021010 

Fig. 36 



3 8/4 1 



PCT/JP2003/010436 



pFLAG- pcDNA3.1 myc/His- 

LAPTM4beta LAPTM4beta 




WO 2004/021010 



PCT/JP2003/010436 



Fig. 37 



3 9/4 1 



MKN1 
S AS 



LAPTM4beta 




GAPDH 



MKN1 



REV 



mock 




MKN7 



o 



REV 



mock; 




0.35 
0.30 
0.25 
0.20 
0.15 
OilO 
0.05 
0.00 



0.30 



T 



0.11 



MKN1 



0.27 



L 



SEN SCR REV AS 




SEN SCR REV AS 



WO 2004/021010 



PCT/JP2003/010436 



Fig. 38 



4 0/4 1 



40.6 kbp ( 4 exons) 




3r- Chr. Iq31 




779 base 



67 aa 



c 

CD 



tn 


3 


3 


iS 


E 


CO 




2 




Q. 


■ 


■ 



S > E 

*S O CO 



o 
o 



CD 

>* 

u 
o 

*c ■ ■ 

3 . 

a> 

■a 
o 
o 

2 
a> 
j= 

.9- r c 

|8 2 
a. .c .a 



o 

CO 



CO 



c IS 
5. = ^ "to 



CO 
CO 

>» £ 

m b ■ 

2 5 




§Ho.9kb 



WO 2004/021010 PCT/JP2003/010436 



Fig. 39 4 1/4 1 




